In chronic kidney disease both renal insufficiency and chronic inflammation trigger elevated hepcidin levels, which impairs iron uptake, availability. and erythropoiesis. Here we report the two first-in-human phase 1 trials of PRS-080#22, a novel, rationally engineered Anticalin protein that targets and antagonizes hepcidin. A single intravenous infusion of placebo or PRS-080#22 was administered to 48 healthy volunteers (phase 1a) and 24 patients with end stage chronic kidney disease (CKD) on hemodialysis (phase 1b) at different doses (0.08-16mg/kg for the phase 1a study and 2-8mg/kg for the phase 1b study) in successive dosing cohorts. The primary endpoint for both randomized, double-blind, phase 1 trials was safety and tolerability. Following treatment, all subjects were evaluable, with none experiencing dose limiting toxicities. Most adverse events were mild. One serious adverse event occurred in the phase 1b (CKD patient) study. There were no clinically significant changes in safety laboratory values or vital signs. PRS-080#22 showed dose-proportional pharmacokinetics (PK), with a terminal half-life of approximately three days in healthy volunteers and 10 to 12 days in CKD patients. Serum hepcidin levels were suppressed in a dose dependent manner and remained low for up to 48 hours after dosing. PRS-080#22 dosedependently mobilized serum iron with increases in both serum iron concentration and transferrin saturation. No consistent changes were observed with regard to ferritin, reticulocytes, hemoglobin, and reticulocyte hemoglobin. Low titer anti-drug-antibodies were detected in five healthy volunteers but in none of the CKD patients. PRS-080#22, a novel Anticalin protein with picomolar affinity for hepcidin, was safe and well-tolerated when administered to healthy volunteers and CKD patients at all doses tested. The drug exhibited linear pharmacokinetics, longer half-life in CKD patients in comparison to healthy volunteers PLOS ONE | https://doi
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Introduction
Anemia is a frequent complication of chronic kidney disease (CKD). The incidence and prevalence of anemia increases in patients with more advanced stages of CKD, as kidney function declines [1, 2] . The most common causes are iron deficiency and insufficient erythropoietin (EPO) production [2] . Consequently, current treatment regimens consist of iron (oral or intravenous (IV)), erythropoietin stimulating agents (ESAs), or a combination of both. Adequate iron stores are essential for achieving maximum benefit from ESAs; therefore, most end-stage CKD patients also receive IV iron supplementation. However, IV iron may cause infrequent but severe adverse reactions and concerns about long-term safety have been raised [3, 4] . A clear relationship between iron therapy and hepatic iron overload has been demonstrated by hepatic MRI [5] . ESA therapy, particularly at high doses, has been associated with an increased risk of cardiovascular complications and mortality [6] . Finally, a significant number of patients remain anemic despite combination therapy with ESAs and IV iron. In this light, there is a significant need for novel therapeutic approaches to address ESA/iron resistant anemia in CKD patients.
Hepcidin, a liver-derived 25 amino acid peptide hormone, is a central regulator of iron homeostasis. Many disorders of iron imbalance can be attributed to aberrant hepcidin production [7] . Hepcidin binds to and degrades the iron export channel ferroportin in both the gut and the plasma membranes of reticuloendothelial cells, thereby inhibiting iron transport. Elevated plasma levels of hepcidin cause iron sequestration in macrophages, which may lead to functional iron deficiency despite replete iron stores [8] . Hepcidin is frequently elevated in CKD patients [9] [10] [11] and is thought to represent a root cause of the hypoferremia, ironrestricted erythropoiesis, and refractory anemia in these patients. As hepcidin levels correlate directly with creatinine levels and inversely with glomerular filtration rate (eGFR), elevated hepcidin in CKD patients may in part be due to decreased renal clearance [12] . Chronic inflammation may also contribute to increased levels of hepcidin in CKD [13] [14] [15] .
In this light neutralizing hepcidin activity could represent a promising approach for the treatment of functional iron deficiency anemia in CKD patients.
PRS080#022 is a PEGylated (polyethylene glycol bound) Anticalin protein that antagonizes hepcidin with picomolar affinity. Anticalin proteins are a novel class of small, highly stable proteins with designed ligand-binding properties derived from the natural human lipocalin scaffold [16] . Lipocalins are a widespread family of low molecular weight binding proteins that transport, store, or sequester small biological compounds like vitamins and hormones in many organisms, including humans [17] .
PRS-080#022 showed a benign toxicity profile in preclinical studies, including in nonhuman-primates; the results of the toxicity studies did not point to a target organ of toxicity. In preclinical studies the elimination route was mainly renal.
Further, repeated PRS-080#022 dosing in cynomolgus monkeys potently suppressed hepcidin resulting in sustained iron mobilization [18] . In this light, hepcidin inhibition by PRS-080#022 has the potential to ameliorate functional iron deficiency anemia in CKD patients. Here we are reporting the results of the first two (phase 1a and 1b) clinical trials of PRS-080#022 in humans. 
Subjects
For the healthy volunteer study, common inclusion criteria for healthy volunteers were applied. Additionally, ferritin levels had to be between 10 and 300ng/mL. Iron treatment or blood transfusions within 90 days prior to treatment, as well as EPO treatment within 1 year, were prohibited. All screened volunteers met the inclusion and exclusion criteria and were included in the study. The main inclusion criteria for the CKD study were: Stage 5 CKD having been on hemodialysis for at least 90 days, stable (less than 30% change) ESA dose for 6 weeks prior to study medication administration, hemoglobin (Hb) 9.0-12.0 g/dL with no changes greater than 1.5 g/dL over the last 6 weeks prior to study medication administration, ferritin �300 ng/mL, transferrin saturation (TSAT) �40%, hepcidin 5-75nM. Any iron medication had to be stopped 7 days before the administration of study medication. Forty patients were screened, of which 24 were included and treated. Fifteen patients did not meet the inclusion criteria and one patient withdrew informed consent before treatment.
Trial design and treatment
PRS080#022 was dissolved in 0.9% NaCl solution by an independent pharmacy and administered intravenously by slow infusion. For placebo only 0.9% NaCl was provided in identical vials, labelled in a blinded fashion. In the healthy volunteers study a volume of 250 mL was given over 2 hours. Six dose groups (0.08, 0.4, 1.2, 4, 8, 16 mg/kg) were assessed in the healthy volunteer study. Six subjects received active drug and 2 subjects received placebo in each dose group. Dosing was performed stepwise in sub-groups of 2 subjects each for dose group 1 and for the following dose groups in one subgroup of 2 and three sub-groups of 3 subjects each. Drug administration started sequentially between each individual subject with an interval of 150 minutes after start of infusion. Safety data were reviewed after each step of the staggered behalf of Pieris Pharmaceuticals GmbH. Hepcidin analysis was performed by hepcidinanalysis.com on behalf of Pieris Pharmaceuticals GmbH. The data and study reports were reviewed and commented upon by the authors of this publication, who also participated in writing and reviewing the manuscript. The decision to publish was taken jointly by the authors. Administrative support was provided by Pieris. PRS-080 is a product in clinical development and is protected by a number of patents, as is the Anticalin platform from which the drug candidate was generated.
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dosing and before dose escalation. The volunteers were closely monitored (confined to the phase 1 unit for 72 hours), follow up evaluations were performed at 120 hours, 240 hours and 28 days (± 2). In the CKD study, a volume of 100 mL was given over 1 hour and 3 dose groups (2, 4, 8 mg/ kg) were included. Six subjects received active drug and 2 subjects received placebo in each dose group. Patients were observed for at least 4 hours after the end of infusion. Follow-up visits were performed to assess safety, PK and PD at days 1, 2, 3, 5, 7, 14, 21, and 28 after treatment. The decision to escalate dose (by the dose escalation committee, DEC) was based on a review of safety and pharmacodynamic data (PD) after the last patient in a cohort had completed day 7.
Safety assessments
Safety assessments were performed on admission to the clinical unit for the HV study and within the 4 week screening period for the CKD patient study, before dosing, and at scheduled intervals after dosing. These assessments included: monitoring for adverse events (as specified by the study protocols and according to GCP guidelines), vital signs including blood pressure, pulse rate, respiratory rate and body temperature, 12-lead ECG, local tolerability at injection site, and clinical safety laboratory tests including biochemistry, hematology, coagulation, and urinalysis (only the healthy volunteer study) parameters. In addition, blood samples in the healthy volunteer study were immediately frozen and processed for inflammatory cytokines (Il-1β, IL-6, IFN-γ, and TNF-α) by a validated multiplex assay (Meso Scale Discovery) before dosing and at scheduled intervals after dosing.
Pharmacokinetic assessments
Venous blood samples were collected for total and free PRS-080#022 assays. Blood samples were collected before (t = 0) and at fixed intervals for up to 240 hours after single intravenous dosing. Concentrations of free and total PRS-080#022 in plasma were assessed using validated enzyme linked immunosorbent assay and electro-chemi-luminescence methods, respectively. The free PRS-080#022 assay employed capturing via hepcidin and detection via a PRS-080#022 specific antibody; the total PRS-080#22 assay employed 2 different PRS-080#022 antibodies for capturing and detection, independent of bound hepcidin. The lower limit of detection was 0.1ng/mL. PK parameters were derived by non-compartmental methods [19] using programs developed in SAS version 9.3.
Parameters comprised maximal concentration (C max ), time of C max (t max ), area under the concentration time curve (AUC) from time 0 to last sample with a quantifiable concentration (AUC 0-t ), AUC from 0 to infinity (AUC 0-inf ), terminal half-life (t 1/2 ), apparent mean residence time (MRT), total plasma clearance (CL), volume of distribution during the terminal phase (V z ) and apparent volume of distribution at steady state (V ss ).
Based on the single dose pharmacokinetic behavior in CKD patients, simulations of steadystate conditions using a-2 compartment model, were performed to assess the risk of drug accumulation in future studies under repeated dosing conditions.
Pharmacodynamic assessments
Free plasma hepcidin concentrations were measured by weak cation exchange enrichment of hepcidin followed by matrix-assisted laser desorption/ionization time-of-flight mass spectrometry. [20, 21] This assay specifically detects free hepcidin which is not bound to PRS-080#022. Samples were taken at the same time points as the PK samples plus additional measurements at admission and 28 days after dosing.
The following pharmacodynamic variables were also measured before and up to 28 days after dosing by common methods: iron, transferrin saturation and ferritin, and Hb, reticulocytes and reticulocyte Hb. Blood sampling was done at the same time of the day (before/after dialysis) except the early timepoints during day 1.
Immunogenicity assessments
Blood samples for the determination of serum concentrations of anti-drug antibodies (ADA) were taken pre-dose and 28 days after dosing. ADAs were determined by using a bridging ligand binding assay, which was developed for PRS-080#022 DP and validated [22] [23] [24] . The sensitivity of the test was 12.5 ng/mL. Samples were initially screened at a dilution of 1:100. Then a confirmative assay was performed and positive samples were further analyzed in a titration assay.
Statistical methods
As the studies were exploratory in nature, no hypotheses were formulated and no number calculations were performed. All parameters were summarized descriptively by dose level. Patients were included in consecutive order by the investigators, randomly allocated and assigned to treatment groups with an interactive voice response system (IVRS). All statistical analyses were done using SAS version 9.3 (SAS Institute Inc, Cary, NC, USA) on a Windows XP personal computer.
The PK parameters AUC 0-t , AUC 0-inf and C max of total PRS-080#022 were assessed for dose-proportionality using the respective linear regression model relating the logarithm of dose as independent variable to the logarithm of the PK parameters. In order to investigate dose-proportionality, an estimate for the slope of the regression line with a 95% confidence interval was presented. A value which was appreciably different from 1 provided evidence for non-proportionality.
Results
Differences with regard to age and weight between the dosing groups in both studies were small and without clinical relevance. CKD patients had to be on hemodialysis for at least 90 days before entering the phase 1b study. Blood transfusions within 2 months of screening were prohibited. They all followed a dialysis regimen of 3 times a week; different dialysis protocols were allowed (e.g., overnight dialysis).
The disposition of subjects is provided in Table 1 , additional descriptive statistics are provided in S1 and S2 Tables.
Safety
PRS-080#022 was well tolerated in both studies. There were no serious adverse events (SAEs) observed in the healthy volunteer study. One SAE was reported in the CKD study. This patient suffered from worsening of dry gangrene at one of the toes. The illness of diabetic foot syndrome was known for 10 years and the patient had previously undergone amputation of a toe due to this condition. Prior to the study's initiation the patient had suffered from episodic deterioration, such that a progression of the disease could be expected. The investigator assessed this event as not related to study medication but to the underlying disease. However, the German competent authorities requested to relabel the AE as possibly related as a causal relationship could not be ruled out.
Apart from infusion-related reactions like flushing and injection site erythema (2 cases in the healthy volunteers' study) the related AE's were unspecific in nature (headache, abdominal discomfort, decreased exercise tolerance) and did not occur more than once per dose group, apart from headache (2 cases in the 16mg dose group) (Tables 2 and 3) .
In both studies, individual data related to biochemistry, hematology, coagulation and urinalysis parameters showed no clinically relevant changes after administration of PRS-080#022. There were no effects on vital signs (e.g., heart rate, body temperature, blood pressure,) and ECG in comparison to placebo in any of the patients.
There were no hypersensitivity responses and no infusion reactions in either study, nor were there any changes in inflammatory cytokine levels in healthy volunteers.
Local tolerability was excellent: One mild injection site erythema after administration of 4 mg/kg in the HV study was the only local finding (reported as AE, see Table 2 ).
Pharmacokinetic evaluations
The main PK parameters (mean values and SD) are summarized in Table 4 , additional descriptive statistics are provided in S3 and S4 Tables. Time concentration curves for the arithmetic mean of PRS-080#022 are presented in S1 and S2 Figs.
In both studies AUC's increased with the dose of study medication. The AUC's for free PRS-080#022 were approximately 2-fold higher in the healthy volunteer study, whereas for total PRS-080#022 the AUC's were higher in the CKD study. Free PRS-080#022 increased slightly more than dose-proportionally (especially in the lower dose groups), whereas total PRS-080#022 showed a dose proportional AUC increase. C max increased with dose as well, with very similar results in both studies. Elimination half-life (t ½ ) ranged from 41-62 hours for free PRS-080#022 and 73-80 hours for total PRS-080#022 in healthy volunteers. In CKD patients the elimination half-life was 5-6 times longer, between 218 and 286 hours (9-12 days). For total PRS-080#022 the volume of distribution did not differ between doses, or between healthy volunteers and end stage CKD patients, for free PRS-080#022volume of distribution was slightly higher for the CKD patients. However, the volume of distribution was very low in general suggesting no significantly different patterns of distribution between healthy volunteers and CKD5 patients. The regression analysis for total PRS-080#022 to evaluate dose proportionality did not show a deviation from the proportionality assumption (the 95% confidence intervals slopes for AUC 0-t , AUC 0-1 , and C max included the "1"-value.)
The 2-compartmental analysis mainly confirmed the results presented above. Additionally, the bi-exponential elimination of free PRS-080#022 in each dose group was analyzed, with a fast first disposal half-life [t 1/2(α) ] of 6.1 hours (2 mg/kg), 12.5 hours (4 mg/kg), and 16.5 hours (8 mg/kg). For total PRS-080#022-DP, the t 1/2(α) was 9.9 hours (2 mg/kg), 18.3 hours (4 mg/ kg), and 13.9 hours (8 mg/kg). The increase in half-life and AUC of total and free PRS-080#022 was more pronounced between the 2 mg/kg dose group and both higher dose groups.
Steady-state simulations were performed in order to evaluate the risk for accumulation in case of multiple administration for future studies. They showed an accumulation factor of approximately 2.5 and indicate that steady-state of total and free PRS-080#022 will be reached after approximately 6 weekly infusions of 2, 4, or 8 mg/kg PRS-080#022-DP. The simulation curve for free PRS-080#022-DP is presented as S3 Fig. In order to evaluate a potential influence of dialysis on the time concentration curves, an analysis between the 44 and 48 hour time points (dialysis window at day 2) was performed in the CKD study. No consistent changes were observed between 44 and 48 hours after administration in any of the dose groups.
Fast response Pharmacodynamic Parameters (Iron, TSAT, Ferritin)
In the healthy volunteer study, the two lowest dose groups did not show any response in iron and TSAT, while in the 4 higher dose groups responses were dependent on the pre-dose hepcidin levels. Eight subjects did not show any response, all having hepcidin values below the lower limit of quantification (0,5 nM). Three subjects with hepcidin values below 1 nM showed a weak response, However, those subjects who had higher hepcidin values showed a response pattern similar to the CKD patients. The dependence of the iron/TSAT response on detectable hepcidin levels in the healthy volunteers indicated that the drug's mechanism of action was target dependent. In the CKD study, patients' serum iron concentrations were not balanced at baseline, they seemed to increase with dose, which is related to the small sample size. Serum iron and TSAT increased markedly after dosing with PRS-080#022, with peak values at 19 hours post-dose for the lower dose groups and at 29 hours in the 8mg dose group (Figs 3 and 4) . The duration of the effect was also dose dependent and lasted until 72 hours post PRS-080 administration in the highest dose group. In this group a transient decrease below the mean baseline value was observed at Day 7 (Fig 1) . Iron and TSAT values are reported in S5 Table. There were no consistent dose-related post-dose changes for ferritin in either of the two studies (S6 Table) Hepcidin (free) analysis Hepcidin plasma levels showed some variation between screening and day 1 (time 0) with a decline observed in the CKD patients. As expected, the CKD5 patients had higher baseline hepcidin values compared to the healthy volunteers. Following dosing with PRS-080-#022 in both studies, free hepcidin plasma concentrations decreased rapidly and remained suppressed in a dose-dependent fashion. A subsequent dose related elevation (rebound) of hepcidin levels above their initial baseline was then observed, persisting beyond the return of iron levels to baseline and then gradually declining also in a dose dependent fashion. (Table 5, S4 and S5 Figs, S7 and S8 Tables). The magnitude and duration of the hepcidin elevation were greater in the CKD patients than in the healthy volunteers (Table 5) .
Slow response Pharmacodynamic Parameters (ret, Hb, retHb)
Reticulocyte count as well as reticulocyte and erythrocyte hemoglobin did not appear to be affected by single administration of PRS-080#022 in both trials (S8 Table) .
Immunogenicity (development of ADA)
In the HV study 12 samples were identified (screening assay) and confirmed as potentially positive for ADA, they were therefore analyzed in a titration assay. Five (Day 28) samples were shown positive for anti-PRS-080 antibodies with titers of 1:400 (n = 4, one subject in the 4mg/ kg, one in the 8 and 2 in the 16mg/kg dose groups) to 1:1600 (n = 1 in the 8mg/kg dose group). 
PRS-080#22, in healthy volunteers and patients with CKD
In the CKD study the assay for anti-PRS-080#22 specific antibodies did not show a positive result in any of the dose groups.
Discussion and conclusion
Elevated levels of hepcidin, often related to inflammation, are considered to have a major causal role in CKD anemia, as hepcidin suppresses both iron uptake and availability, and hence, erythropoiesis. In epidemiologic studies hepcidin levels correlate with renal anemia [25] , and hepcidin knockout mice are protected from renal anemia [26] . Therefore, direct hepcidin antagonism may represent a potentially effective therapeutic approach to ameliorating renal anemia and its concurrent morbidities. Here we have presented first-in-human data with the novel and highly selective hepcidin antagonist PRS-080#022, demonstrating safety, pharmacokinetics, and pharmacodynamics of this novel compound.
In two single ascending dose trials, IV PRS-080#022 administrations were well tolerated up to the highest tested dose of 16 mg/kg in healthy volunteers (HV) and up to the highest tested dose of 8 mg/kg in end-stage CKD patients undergoing hemodialysis. Most AEs were mild and there was only one SAE (worsening of dry gangrene in a patient with a long history of diabetic foot syndrome, which was considered possibly related) reported in the CKD study. There were no clinically significant changes in normal laboratory values including liver transaminases. Local tolerance was excellent, with no infusion related reactions reported. Inflammatory cytokines, which were only assessed in the HV study, remained unaffected.
PRS-080#022 also mediated the expected pharmacodynamic effects of dose-dependently mobilizing serum iron with increases in both serum iron concentration and TSAT. This suggests that the mobilized iron was almost entirely transferrin bound and therefore highly functional, which favorably differentiates this therapeutic approach from IV iron administration.
Serum ferritin levels were largely unaffected by the treatment, and as ferritin is an acute phase protein and plays different roles apart from iron storage and transport [27] it is likely that the characteristics of subject populations have more impact on ferritin changes than the PRS-080#22, in healthy volunteers and patients with CKD hepcidin antagonism. Nevertheless, the treatment with PRS-080#022 did not deplete body iron stores.
In our studies, no consistent dose-related changes in the slow response parameters Hb, Ret, and RetHb were shown after a single administration of PRS-080#022; a further multi-dose study is in progress to show whether repeated administration can sustain enhanced iron mobilization sufficiently to generate new red blood cells and ameliorate anemia.
The observations that AUCs for free PRS-080#022 Anticalin protein were considerably higher in the healthy volunteer study and that free PRS-080#022 increased slightly more than dose-proportionally (especially in the lower dose groups), whereas total PRS-080#022 showed a more dose proportional increase in AUC's, could be explained by the low levels of hepcidin in the healthy volunteers. It can be assumed that the initial phase represents a protein binding process which is not yet saturated with the lowest doses of 1.2 and 2 mg/kg; this process becomes more saturated with increasing doses. From a safety perspective this finding is quite relevant because it contributes to the safety profile of the compound; i.e. with higher doses the pharmacokinetics become more linear, which is supported by the results of the regression analysis for total PRS-080#022. This analysis did not show a deviation from the proportionality assumption for AUC 0-t , AUC 0-1 , and C max . However, it has to be noted that the small sample size does not allow for definitive conclusions. Based on preclinical animal data it is known that the main elimination route of PRS-080 is via the kidneys [18] ; therefore, the difference in elimination half-life between healthy volunteers (approx.3 days) and patients with end stage renal disease on hemodialysis (approx. 10-12 days) would be expected. The simulations based on the 2-compartmental PK evaluation show an accumulation factor of 2.5, with steady state reached after 5-6 doses. Therefore 5 administrations of PRS-080#22-DP given at weekly intervals in a multiple dose study should not exceed the plasma concentrations of total and free PRS-080#022-DP measured after a single administration of 16 mg/kg in healthy volunteers.
Hepcidin plasma levels showed some variation at baseline, especially in the CKD study where there was a decline between Screening and Day 1 (pre-dose). Hepcidin is known to follow a diurnal rhythm [28, 29] , but the CKD patients were treated and evaluated following their regular dialysis scheme (usually at the same time of the day). The protocol however required that iron administration be stopped one week before treatment, which could have had an influence on the treatment day 1 hepcidin values. The dose related rebound effect of hepcidin plasma concentrations in both studies followed as expected the increase of iron and TSAT. This has also been observed with other hepcidin antagonists such as Lexaptepid and the monoclonal antibody LY2787106 [30, 31] . It is known that hepcidin levels are physiologically increased by a homeostatic feedback loop in response to elevated plasma iron concentrations and cellular iron stores [32, 33] . Chronic inflammation, which is often present in patients with CKD [17] [18] [19] , may contribute to hepcidin induction in the CKD patients as the rebound was prolonged relative to the healthy volunteers. It remains to be determined in further clinical trials whether this rebound effect can be suppressed by repeated administrations of PRS-080#022.
Anti-drug-antibodies were assessed before treatment and at day 28, as preclinical studies have shown that ADA to PRS-080#22 do not develop before day 21. In the healthy volunteer study ADA were detected in 5 of 36 subjects (14%), which were considered unlikely to interfere with the hepcidin neutralizing activity of the drug. In the healthy volunteer study ADA were detected in 5 of 36 subjects (14%), which were low titer and considered unlikely to interfere with the hepcidin neutralizing activity of the drug. The ADA rate observed for monoclonal antibodies has been reported to range between 0 and 12% for fully human products [34] and the study with LY2787106 showed an ADA rate of 24% [31] . The incidence of ADA is dependent on the immune status of the subject and expected to be higher in healthy volunteers and immuno-competent patients compared to patients with a compromised immune system [35] . The test for Anti-PRS-080#22 specific antibodies in the CKD study did not show a positive result in any of the dose groups, potentially due to alterations in the immune system in end stage renal disease, as uremia is associated with a state of immune dysfunction [36] . Therefore, the immunogenic potential of PRS-080#022 in CKD patients appears to be low.
In summary, the excellent safety profile and the confirmed activity of PRS-080#022 on iron metabolism in anemic, dialysis dependent, end-stage CKD patients warrant further investigation of PRS-080#022 in a multiple dosing regimen to explore potential amelioration of anemia in these patients. A multiple-ascending dose study in dialysis dependent CKD5 patients is currently underway. 
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